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WITH PEPTIDE CONSTRUCTS 



APPENDIX B 



Please amend the specification as indicated according to the 
revision to 37 C.F.R. § 1.121 concerning a manner for making 
amendments to the specif ication. 

On page 1, before the ''Field of the Invention" please insert 
the following new paragraph: 



This application is a § 371 of International PCT Application 
No. PCT/US03/01816 having an International filing date of January 
23, 2003 which claims priority from U.S. Provisional Applications 
Serial No. 60/350,032, filed January 23, 2002, Serial No. 
60/349,982, filed January 23, 2002, and Serial No. 60/349,983, 
filed January 23, 2002. 



CROSS-REFERENCE TO RELATED APPLICATIONS 
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On page 1, please replace paragraph 1 with the following new 
paragraph: 

This invention relates to peptides directing a CD4 related T 
helper cell response wherein the peptides may be used as an 
adjuvant provided with an antigen or as an immunomodulatory agent 
without an antigen. This invention further relates to compositions 
comprising modification of a fifteen-mer peptide sequence from the 
MHC lip chain at positions 135-149 known as Peptide G or a 
derivative of dorG Peptide G called derG or CEL-1000 or other 
derivatives wherein the derivatives enhance the immune response of 
antigens. This invention further relates to methods for treating 
cancer, autoimmune disease, transplant conditions, infectious 
conditions or allergies caused by foreign eukaryotic organisms, and 
infectious conditions or allergies caused by prokaryotic organisms 
or non-living agents such as viruses, phages and prions with 
polypeptides as shown in SEQ ID NO.'s 1-28. 

On pages 4 to 5, please replace paragraph 11 with the 
following new paragraph: 

Further improvements and uses of peptide G and derG (CEL-1000) 
as an adjuvant, immunostimulator or immunomodulator when used with 
or without an antigen are described herein as well as other 
embodiments of the invention. 
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On page 5, please replace paragraph 12 with the following new 
paragraph: 

The present invention is based, in part, on the discovery that 
the modified version of Peptide G (CEL-1000) (Asn Gly Gin Glu Glu 
Lys Ala Gly Val Val Ser Thr Gly Leu He - SEQ ID NO. 5) obtained by 
replacing Asn with Asp to form der G (Asp Gly Gin Glu Glu Lys Ala 
Gly Val Val Ser Thr Gly Leu He - SEQ ID NO. 7) has significantly 
more potent biological activity than the parent molecule. The 
peptides enhance the immune response, particularly the CD4 related 
(cell mediated) response, independent of being supplied as a 
conjugated peptides (L.E.A.P.S.*^^ constructs) as previously 
described. Isoaspartic acid is not used since it is not naturally 
found in proteins or encoded by the genetic code. Accordingly, the 
present invention enables the development of compositions useful as 
a pharmaceutical, adjuvant, immunostimulant or immunomodulator to 
activate the immune system wherein the compositions may be 
peptides, non-peptide mimetics or organic molecules selected from 
aliphatics, carbohydrates, heterocyclics, aromatics, substituted 
forms and mixtures thereof. 

On page 8, please replace paragraph 22 with the following new 
paragraph: 

FIG. 2 is a graph measuring IFN-y production in spleen cell 
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cultures obtained from outbred CD-I mice immunized with L.E.A.P.S, 
(GW or G(NPNEPS)3) and other peptides . 

On page 9, please replace paragraph 25 with the following new 
paragraph: 

FIG. 5 is a graph of a comparison of survival and route of 
CEL-1000 (derG) administration 2 weeks prior to challenge. 

On page 39, please replace paragraph 110 with the following 
new paragraph: 

Peptide constructs were prepared using as T cell binding 

ligand, either derG (SEQ ID NO. 7), Peptide G (SEQ ID NO. 5). The 

peptides are synthesized using the FMOC procedure and a double 

coupling protocol for the first 8 residues. Usually the peptide is 

prepared with the carboxyl terminus as an amide form. All of the 

peptides are purified using preparative HPLC, and analyzed by an 

analytical HPLC, amino acid analysis and mass spectrophotometer . 

The peptides are greater than 95%, usually greater than 98%, pure 

by HPLC criteria. The dry peptides are stored in vials with 

desiccant at -S^C. 

1) Eight groups of seven mice were injected with 200pl of 
the vaccine as shown in FIG, 1 wherein the vaccine 
contains 1 x 10^ radiation (150GY) attenuated allogeneic 
melanoma cells (irradiated K 1735) suspended in cyro- 
preserved medium (RPMI + 10% FBS + 10% DMSO) , irradiated 
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K 1735 cells in the medium plus 25 yg of CEL-IOQQ in PBS 
(irradiated K 1735 + CEL-1000)^ 25 yg melanoma antigen 
conjugated to CEL-1000 (CEL-IOOO-TRP) , or with a 
combination of irradiated K 1735 plus 25 yg CEL-1000 and 
25 yg TRP-derG conjugate . 

2) This was repeated after 7 days. 

3) A further 7 days later, mice were challenged with 200yl 
saline containing 5x10^ live B16 on the contralateral 
side to vaccination. 

4) Mice were sacrificed when tumor size exceeded 15mm in 
either axis. 



On page 44, please replace paragraph 124 with the following 
new paragraph: 

A substantial improvement in protection from infection was 
seen in the groups receiving the improved TCBL derG, whether 
conjugated or alone (Table 5, fifth column rows 3-4 and 9-10 ) . 
Based upon the earlier results with the W and G peptide described 
in Table 4 and FIG. 2, IFN-y levels in the serum pools were 
evaluated. However no protection was seen in the Balb/C strain 
(Table 5 rows 13-16) . FACS analysis measuring the presence of IFN- 
Y"*"/CD4^ cells isolated from liver (the major site for infection) by 
perfusion and from spleen cell populations showed increased levels 
of IFN-y especially for liver cells. 



On page 45, please replace Table 7 with the following new 
Table 7: 
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Table 7 

Protection from sporozoite challenge in different 





mouse strains 


pre— urea L.eu 


wiLn aer^a 


Group # 


Mouse strains 


antigen* 


dose 


Protection 


1 




aero/ iM 


25 pg 


80 




A/ J 


iM 




u 




A/.T 






u 


4 


BALB/c 


derG/TM 


25jig 


0 


5 


BALB/c 


TM 




10 


6 


BALB/c 


NaVve 




0 


7 


C3H 


derG/TM 


25vig 


40 


8 


C3H 


TM 




0 


9 


C3H 


Naive 




0 


10 


CAFl hybrid 


derG/TM 


25vig 


4^ 0 


11 


CAFl hybrid 


TM 




0 


12 


CAFl hybrid 


Naive 




0 



On page 4 6, please replace paragraph 132 with the following 
new paragraph: 

In particular, hair is removed by shaving and then Nair® is 
applied. Twcnty - fouro Twenty-four hours later the depilated back 
of a mouse is scratched or abraded to expose the susceptible 
epidermal layer and virus rubbed in. To provide more detail, 10 \xl 
of a virus suspension containing 6 xlO^ plaque forming units was 
pipetted onto a 0.5 cm square of skin on mouse dorsal surface, 
which was previously abraded using sand paper glued on a pencil 
eraser. In untreated animals, the primary lesion developed at the 
inoculation site within 3 days and spread to the associated root, 
followed by anterograde transport and formation of secondary 
lesions at sites along the dermatome of the nerves within 5 days. 
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In severe cases, animals died within 8 days post viral challenge. 
Disease progression and survival were monitored for at least 10 
days^ Virus exhibited local site lesions, traveled to the dorsal 
root ganglia and then back down the neuron to cause lesions along 
the dermatome. The progression and the severity of the lesions was 
scored from 0 to 7 (death) . This model allows for discrimination 
of the disease progression (local site, neuronal spread, extent of 
lesion at the dermatome, death) at which the immune system blocks 
viral progression. In some experiments modifications in the 
timing, route of administration and mouse strain were evaluated for 
efficacy of CEL-1000. 
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